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Objective: Mouse articular cartilage (AC) is mostly assessed by histopathology and its mechanics is poorly
characterised. In this study: (1) we developed non-destructive imaging for quantitative assessment of AC
morphology and (2) evaluated the mechanical implications of AC structural changes.
Methods: Knee joints obtained from naïve mice and from mice with osteoarthritis (OA) induced by
destabilization of medial meniscus (DMM) for 4 and 12 weeks, were imaged by phosphotungstic acid
(PTA) contrast enhanced micro-computed tomography (PTA-CT) and scored by conventional histopa-
thology. Our software (Matlab) automatically segmented tibial AC, drew two regions centred on each
tibial condyle and evaluated the volumes included. A ﬁnite element (FE) model of the whole mouse joint
was implemented to evaluate AC mechanics.
Results: Ourmethod achieved rapid, automated analysis ofmouse AC (structural parameters in<10 h from
knee dissection) and was able to localise AC loss in the central region of the medial tibial condyle. AC
thickness decreased by 15% at 4 weeks and 25% at 12 weeks post DMM surgery, whereas histopathology
scores were signiﬁcantly increased only at 12 weeks. FE simulations estimated that AC thinning at early-
stages in the DMMmodel (4 weeks) increases contact pressures (þ39%) and Tresca stresses (þ43%) in AC.
Conclusion: PTA-CT imaging is a fast and simple method to assess OA in murine models. Once applied
more extensively to conﬁrm its robustness, our approach will be useful for rapidly phenotyping
genetically modiﬁed mice used for OA research and to improve the current understanding of mouse
cartilage mechanics.
© 2014 The Authors. Published by Elsevier Ltd and Osteoarthritis Research Society International. This is
an open access article under the CC BY license (http://creativecommons.org/licenses/by/3.0/).Introduction
Cartilage pathogenesis in osteoarthritis (OA) has been shown to
bedrivenbycommonmolecularplayers sharedbyhumanandmouse
and, thanks to their amenability to genetic studies,murinemodels of
OAarebecomingessential tools fordrugdiscovery1.Mousemodels of
OA include spontaneously occurring OA, as in the Str/ort strain2, and
surgically-, chemically- or overloading- induced OA3. The main lim-
itation ofmousemodels is that, due to the limited size of their joints,. Marenzana, Department of
ington Campus, Royal School
311.
assimo.marenzana@kennedy.
r Ltd and Osteoarthritis Research Sit is not possible to use established non-invasive imaging technolo-
gies (e.g., quantitative computed tomography, QCT, and magnetic
resonance imaging, MRI) used in humans to diagnose OA4e6.
Currently, most research labs use conventional histopathology
scoring to assess the articular cartilage (AC) in the mouse knee. Be-
sides limiting the translational potential, this makes the murine
models extremely time consuming, low throughput and costly3.
Efforts by different labs to develop non-destructive (ex vivo)
imaging methods to assess mouse AC more efﬁciently have multi-
plied in the past 5 years7e10. The beneﬁts of these efforts include
3D-dimensional (3D) visualisation of the mouse AC surface and
computation its volume, which have allowed localising OA lesions
and apply quantitative approaches to the determination of OA
severity.
Micro-computed tomography (microCT) is a high-resolution,
non-destructive, 3D imaging technology which revolutionisedociety International. This is an open access article under the CC BY license (http://
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quantify changes in subchondral bone (SCB) in rodent models of
OA12. Using radiopaque staining agents, microCTcan be used also to
visualise soft tissuewith high accuracy13e15. Ionic partition contrast
agents (e.g., ioxaglate) have been used to visualise AC and estimate
sulphated glycosaminoglycans (sGAGs), content in small rodent
models of arthritis8,16e18. Whilst providing useful compositional
information, with the potential to be used diagnostically in the
clinic19,20, these methods are affected by a variable cartilage
contrast (depending on composition), which limits their applica-
bility to determine AC structure. Alternatively, mouse AC and SCB
were successfully visualised in 3D at multiple scales, using special
ﬁxation/staining protocols combined with new generation, phase-
contrast X-ray microCT9. New lab-based non-commercial systems
exploiting phase-contrast X-ray microCT have opened the possi-
bility to image mouse cartilage without the need of contrast
agents21 but will require further development. However, in all the
above-cited imaging methods, time consuming manual contouring
had to be employed for the assessment of mouse AC in microCT
datasets. This greatly limits the throughput of the analysis and is
affected by the imprecision naturally associated with manual op-
erations and by subjective interpretation of the anatomy.
Originally used as mordant for histological staining22 and sub-
sequently as heavy metal tissue stain for electron microscopy23,
phosphotungstic acid (PTA) has been lately shown to be an excel-
lent contrast agent to image soft tissue by microCT14,15. PTA reveals
preferentially collagenous structures24, although the binding
mechanism is not fully understood25,26.
In the current study, we tested whether PTA would provide
sufﬁcient contrast enhancement, for conventional microCT imag-
ing, to visualise in 3D and automatically segment mouse AC.
Although altered mechanics is a recognised factor in OA
pathogenesis27, the mechanical characterisation of the mouse
joint has been surprisingly neglected. Due to its limited size and
thickness, the mechanical response of mouse AC is extremely
difﬁcult to test empirically. Finite element (FE) models allows in
silico evaluation of stresses and displacements at the joint
interface with very high spatial resolution. The relationship be-
tween the local mechanical response of AC and the progressive
structural damage induced by OA pathology can therefore be
explored. However, the construction of realistic (FE) models re-
quires accurate 3D morphology of the mouse AC, which is
currently not available. Here, we demonstrate that automatically
segmented datasets of the mouse knee, including cartilage and
its mineralised support, can be used to rapidly build FE models,
thereby achieving high-throughput biomechanical characterisa-
tion of mouse AC.
Method
Animals and destabilisation of medial meniscus surgery
The work was conducted in the UK according to the Animals
Scientiﬁc Procedures Act (1986) and was subject to both local
ethical review and UK Home Ofﬁce regulations. Male C57BL/6 mice
(10 week old) were purchased from Charles River (UK), housed in
cages on a 12-h light/dark cycle and allowed food and water ad
libitum. Thirteenmice underwent surgical destabilization of medial
meniscus (DMM) on the right knee, while the left knee was used as
contralateral control (CTRL)28. Mice were euthanized 4-weeks
(n ¼ 9 per group) and 12-weeks (n ¼ 4 per group) post-surgery.
A group of naïve mice (n ¼ 9) was used to assess the dynamic
uptake of PTA in AC (n ¼ 3) and AC structure before DMM surgery
(baseline, n ¼ 6). Additional seven naïve mice were used for testing
the sensitivity to artiﬁcial lesions on AC (see details below). Allnaïve mice were euthanized at 10 weeks of age. Hind limbs were
dissected and ﬁxed for 24 h in 10% buffered formalin and subse-
quently stored in 70% ethanol.
PTA contrast enhanced microCT (PTA-CT) imaging
Before imaging, ﬁxed knee joints were further dissected under a
dissection microscope to disarticulate them, carefully remove the
menisci and expose the AC of the tibia. Tibiae were incubated in 1%
PTA solution at room temperature for 24 h and scanned in a
microCT scanner (SkyScan 1172) within the same solution. The
24 h incubation time was determined after uptake experiments
from 0.5 to 72.5 h. Image acquisition (resolution 5 mm/pixel)
required 35 min (parameters: 50 kV, 200 mA, 0.5 mm aluminium
ﬁlter, 180 scan). Image reconstruction required 20 min (NRecon
software, SkyScan). X-ray attenuation is reported in Hounsﬁeld
units (HU). After imaging, samples were washed in 70% ethanol (to
remove PTA) and stored in 70% ethanol for histomorphometry.
Ex vivo lesions for method validation
(1) Mechanical damage
ACwas scariﬁed by a surgical scalpel to cause artiﬁcial lesions on
either medial or lateral sides (n ¼ 2).
(2) Papain digestion ex vivo
Tibiae were incubated in papain solution (125 mg/mL papain,
0.005 M HCl, 0.1 M sodium phosphate, pH ¼ 6.2)29, digested for
12 h at 60C, washed, ﬁxed and stored as detailed above (n ¼ 2).
(3) Chondroitinase ABC (ChABC) digestion ex vivo
Right tibiae were immersed in 5 ml of ChABC solution prepared
(0.1 U/ml of ChABC in 50mMTris, 60mMNaOAc, 0.02% BSA, pH 8.0)
and incubated at 37C degrees for 8 h to induce proteoglycan
depletion17, Left tibiae (contralateral) were kept in cold phosphate
buffered saline solution (PBS). After the 8 h incubation, both
digested and contralateral tibiae (n ¼ 3) were ﬁxed and stored as
detailed above.
Automated analysis of PTA-CT images
Reconstructed datasets were re-sliced coronally. AC was
segmented automatically using the Otsu's method which de-
termines the optimum threshold separating two classes of grey
levels (foreground and background (BKG)) as the value that mini-
mizes intra-class variance30. A software utility (Matlab, Math-
Works, USA) was developed to place automatically two regions of
interest (ROIs), on the medial and lateral condyle of the tibia,
centred on themid coronal axis [Fig.1(A)]. These ROIs, 500 mmwide
and 800 mm long [Fig. 1(A)], were positioned using the top edge of
the tibia (detected by an edge detection algorithm) and the sym-
metry of the condyles around the tibial central antero-posterior
axis. The volume contained in the ROIs [Fig. 1(B)] was measured
counting the voxels, while the average thickness of such volume
was computed as the average diameter the best-ﬁtting set of
spheres (routine ‘Thickness’ in the public domain plugin for ImageJ
software called BoneJ31). Intra-samples reproducibility was coefﬁ-
cient of variation (CV) ¼ 6.4% (obtained from the same sample
scanned and analysed three times) and inter-samples was
CV ¼ 8.5% (evaluated from six samples from naïve mice). Thickness
maps of AC were generated by projecting onto a plane the local
volumetric thickness values (Matlab).
Fig. 1. Automated mapping of ROIs generated by Matlab software on the load bearing regions on the tibial condyles. A, Top view of a 3D rendering of mouse tibia obtained by PTA-
CT showing the ROIs in the medial and lateral condyles of the tibia, extending 800 mm by 500 mm. B, Coronal view of (A) and magniﬁcation of one ROI including the AC layer
(coloured in blue) and extending down to the underlying subchondral mineralised plate (made of calciﬁed cartilage and cortical bone) and subchondral trabecular bone.
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Undecalciﬁed histomorphometry was used for validating the
localisation of PTA staining in artiﬁcially damaged samples (n ¼ 10)
and in a part of the 4-week DMM group (n ¼ 4). Tibiae were
embedded in methyl methacrylate (MMA), using a previously
described protocol32. Coronal sections (8 mm thick) were stained
with light green/safranin-o or Von Kossa/safranin-o or toluidine
blue.A
B
Fig. 2. A, Representative coronal views of the lateral condyle of a mouse tibia imaged by micr
(uncalciﬁedecalciﬁed cartilage boundary) was manually drawn on the ﬁrst time point (at 0
beyond the tidemark. The leftmost panel shows the same view of the lateral condyle before P
undetectable without contrast agent. B, Representative proﬁles of grey levels along thewhite
time point (in PTA solution). Transitions between BKG and AC, AC and SCP, SCP and BM are m
condyle of a mouse tibia showing the three ROIs AC, BKG and SCP used to measure X-ray a
time course of X-ray absorption of AC as a function of PTA incubation time (n ¼ 3). E, Represe
of interest within an image e over PTA incubation time. SBR was computed for AC vs B
72 h evaluated in one sample and up to 24 h evaluated in three samples (from naïve mice).Decalciﬁed histomorphometry was used for conventional OA
histopathology grading. Samples obtained from the DMM operated
mice were decalciﬁed in ethylenediaminetetraacetic acid (EDTA)
and embedded in parafﬁn. Coronal sections (4 mm thick) were cut
at regular spacing (80 mm between each level) across the joints (12
levels/joint) and stained with haematoxylin & eosin/safranin-o.
Medial and lateral side were graded 0e6 by two independent
assessors, using the scoring system for murine OA deﬁned by
OARSI guidelines33. The 2D thickness of AC in safranin-o stainedC
D
E
oCT showing the uptake of PTA over time (n ¼ 3). The red line contouring the tidemark
.5 h) and copied across on all subsequent time points to better visualise PTA diffusion
TA was added in the sample holder within the microCT scanner. Note that soft tissue is
dotted line shown on each coronal image in (A). Each proﬁle represents an incubation
arked on the proﬁles by grey dotted lines. C, Representative coronal view of the lateral
bsorption (reported as HU levels for each ROI) and related contrasts. D, Representative
ntative time course of SBR e a quantitative measure of the contrast achieved by an area
KG (SBRACBKG) as well as for AC vs SCP (SBRACSCP). PTA uptake time course up to
Finally the 24 h time point uptake was evaluated in 12 samples (all the naïve samples).
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the ROIs described above (ImageJ).
FE modelling of automatically segmented cartilage
PTA-CT scans of a pair of CTRL and DMM tibiae (from 4-week
DMM group) and a femur and a tibia from a naïve mouse, were
segmented as described above and imported in Mimics software
(Materialise, Belgium). Menisci and other soft tissue elements were
not included in the model. A coarser tetrahedral mesh (average
element length (AEL) ¼ 57 mm) was used for the peripheral regions
away from the contact regions, while a high density tetrahedral
mesh (AEL ¼ 5.7 mm) was employed to discretise the contact areas
(radius ¼ 0.3 mm) between tibia and femur, to improve accuracy
and resolution34 [Fig. 7(A)e(C)]. The mesh was imported in Abaqus
software (Simulia, USA) to apply the required boundary conditions.
The discretisation (4-node linear tetrahedron element, Abaqus
C3D4) resulted in meshes of the order of one million elements for
the tibiae, with over 300,000 elements assigned to the AC. A step-
loading event was modelled with the joint bent at 80 ﬂexion
[Fig. 7(A)], which is the approximate ﬂexion observed at the
beginning of the gait in small rodents and when maximum contact
pressure is expected in the load-bearing regions of the joint35. Tibia
and femur were used to apply boundary conditions and for moni-
toring force and tied to two rigid holders placed far away from the
contacting surfaces, thus not affecting AC response. These rigid
holders were as we evaluated the contact pressure at the
tibiaefemur interface in steady-state scenario, a static step was set
up. AC and bone were modelled as isotropic linear elastic materials
(respectively, elastic modulus E ¼ 6 MPa/Poisson ratio n ¼ 0.4936,A
B
C
D
Fig. 3. Visualisation of mechanically or chemically damaged cartilage by PTA-CT. A, Represe
(n ¼ 2), and correspondent histological section (undecalciﬁed) stained with toluidine blue
diffusion of PTA below the tidemark only locally around the zone of the cut. B, Representative
and correspondent histological section (undecalciﬁed) stained with Von Kossa/safranin-o. A
of the enzymatic digestion e is visible on the surface of the SCP in both images. CeD, Repr
treated (D) tibiae (n ¼ 3) and correspondent histological sections stained with toluidine blu
showing the expected loss of sGAGs induced by chondroitinase digestion. However, no qu
imaging. (E) Bar graph showing the X-ray absorption of AC (expressed as mean HU level
changes were found (n ¼ 3).and E¼ 18 GPa/n¼ 0.337), which is valid only in ﬁrst approximation
but appropriate in the context of this work, where a comparative
analysis is performed based on the change in morphology rather
than in the material characteristics of the tissues under consider-
ation. The tibia holder was completely ﬁxed while a vertical
displacement was imposed to the femur holder in order to push it
toward the tibia. A displacement of 0.05 mmwas applied to induce
loads comparable to those observed in vivo, while the vertical re-
action force on the femoral holder was monitored. A load of 0.6 N
(approximately ten times the load imposed by 25 g mouse on a
single leg) was chosen to compare the three models. Each simula-
tion required 8 h per sample.
Statistical analysis
Data were reported as mean values ± 95% conﬁdence intervals
(CIs). For all PTA-CT data, the statistical signiﬁcance of the dif-
ferences between paired samples e DMM or artiﬁcially damaged
vs contralaterals e were determined using a two-tail, paired
Student's t test. Differences between the two time points were
determined using a two-tail, unpaired Student's t test. Before
applying the parametric t test, the near normal distribution of the
data was assumed by prior knowledge and conﬁrmed by Kolmo-
goroveSmirnov test which resulted non signiﬁcant. Histopathol-
ogy data were evaluated using paired nonparametric analysis
(Wilcoxon signed-rank test). Linear regression and Pearson's
correlation was computed between histomorphometry and PTA-
CT parameters. Values were considered statistically different at
P < 0.05. All statistics were computed using Prism6 software
(GraphPad, USA).E
ntative PTA-CT coronal view of a medial tibial condyle scariﬁed using a surgical scalpel
, showing a deep cut (red arrow) extending from the AC surface to the SCP. Note the
PTA-CT coronal view of a tibial epiphysis after 24 h digestion in papain protease (n ¼ 2)
thin layer of stained material above the mineralised tissue e likely to be cartilage debris
esentative coronal views of the medial condyles from a pair of untreated (C) or ChABC
e. The AC of the treated samples appeared discoloured compared with untreated AC e
alitative changes between treated vs untreated samples were observed in the PTA-CT
of the red dashed ROI) in treated and untreated groups e no statistically signiﬁcant
AC
E
B
D
F G
Fig. 4. Automated assessment of AC in the DMM model and histological validation. AeB, Representative coronal views of a DMM tibia at 4 weeks (A) and 12 weeks (B) post
surgery imaged by PTA-CT and correspondent histological section stained with safranin-o (contrasted with fast green in A or with haematoxylin in B). Note that a small lesions on
the medial AC (red arrow head) are visible in the PTA-CT image and are well matched in the histological sections. CeD, Boxplot charts of the modiﬁed histopathology OARSI score
for the CTRL and DMM joints at 4 and 12 weeks post DMM surgery. Data were grouped into medial and lateral. The median score of the medial side of the DMM was elevated
compared with the CTRL at 4 weeks, although borderline signiﬁcant (P ¼ 0.06, n ¼ 5, Wilcoxon signed rank test) and further increased at 12 weeks (P ¼ 0.035, n ¼ 4). EeF, Line
charts of AC average thickness measured automatically from the volumes contained in the ROIs obtained from segmented PTA-CT scans of CTRL and DMM joints at 4 and 12 weeks
post DMM surgery. Data grouped into medial and lateral. Symbols represent the means and error bars show 95% CI (n ¼ 4 for experimental groups and n ¼ 6 for naïve mice used as
baseline). *P < 0.05 and **P < 0.01 for DMM vs CTRL by paired, two-tailed Student's t test; #P < 0.05 for 4-weeks DMM vs 12-weeks DMM by unpaired, two-tailed Student's t test. G,
Correlation graph for AC thickness in PTA-CT and histological images (includes 4- and 12-week CTRL and DMM samples, n ¼ 19). AC thickness was measured in the load-bearing
regions (delimited by the red ROIs in AeB) from both methods. The coefﬁcient of determination R2, obtained from the linear regression, is reported on the graph.
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Characterisation of PTA-CT imaging
In order to measure PTA uptake into adult mouse AC, consecu-
tive microCT scans of the same sample were acquired from time
zero to 72 h. Stain-free reference images acquired prior to the up-
take experiment showed no detectable cartilage layer [Fig. 2(A)]. In
the presence of 1% PTA, the uptake of the stain in AC was pro-
gressive, starting from the surface at 30 min minutes (incomplete
stain) and reaching the tidemark level by the 1.5 h [Fig. 2(A)]. By
1.5 h, AC appeared completely stained in the central part of the
condyle but not at the margins where a less stained area could still
be noted [Fig. 2(A)]. PTA uptake in AC compared with adjacent
tissues were estimated by plotting themean X-ray absorption along
a line starting from the BKG space, above the AC surface, and ending
in the marrow space in the SCB trabecular compartment [Fig. 2(A),
(B)]. These proﬁles showed that AC surface was stained ﬁrst and the
upper edge of AC surface did not move over time. From 8 h, all
proﬁles displayed a similar shape with a steep drop at the bottomedge of AC, i.e., at the tidemark [Fig. 2(B)]. PTA uptake dynamics was
highly reproducible across the three samples tested. It is worth
noting that the penetration of PTA stain through bone into the
marrow was limited by the tidemark at least for up to
24 h incubation in PTA. This is supported by observing that, from
1.5 h, the X-ray absorption in the proﬁles ﬂuctuated within limited
bands for each distinct zone, with the exception of the bone
marrow (BM) zone whose absorption increased at 72.5 h [Fig. 2(B)].
The rate of PTA uptake in AC was estimated plotting the average
X-ray absorption of a ROI within AC over time [Fig. 2(C), (D)]. PTA
kept accumulating at a much slower rate after 1.5 h where a plateau
was reached [Fig. 2(D)].
Incubation of tibiae (not ﬁxed) in aqueous PTA solution yielded a
slower uptake and a worse contrast compared to 70% ethanol,
although still sufﬁcient for segmentation (data not shown).
The contrast of the AC layer was evaluated computing the
average signal to background ratio (SBR) between a region within
the AC and a region just outside AC, either in the true BKG space
(SBRACBKG) or in the subchondral calciﬁed plate (SCP) (SBRACSCP)
[Fig. 2(E)]. The SBRACBKG reached a plateau of 80e90% after the
Fig. 5. Thickness heat maps of AC obtained from PTA-CT datasets of the 4-weeks DMM group (CTRL and DMM side). AeB, Mediolateral (A) and medial anteroposterior (B) thickness
maps of the AC for a representative pair of CTRL and DMM tibiae. Below each panel the red proﬁles show the changes in thickness along the horizontal bars highlighted on the maps
(each proﬁle is the average of four samples). Thickness proﬁles of naïve mice (n ¼ 6) are displayed in black (maps not shown for naïve mice). The position of the automated ROIs on
the maps is indicated by dashed squares. Note that the peak thickness fall in the automated ROIs and is markedly decreased 12 weeks post DMM surgery. The arrow head shows a
second peak in AC thickness in the mediolateral DMM proﬁle, presumably due to the newly formed cartilage covering a medial osteophyte.
Fig. 6. AeB, Representative PTA-CT images of a mouse distal femur displayed in coronal (A) and sagittal (B) views. C, Representative PTA-CT image showing a coronal view of a
whole, intact mouse knee joint.
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72.5 h [Fig. 2(E)]. SBRACSCP peaked from 1.5 h incubation at ~40%
and decreased to ~30% from 24.5 h [Fig. 2(E)]. In summary, an in-
cubation time beyond 4.5 h and up to 72.5 h in PTA yields uniform
and consistent contrast to visualise adult murine AC by microCT.
We chose the 24 h incubation time point for all the following ex-
periments mainly for historical (our initial tests) and practical
reasons (experimental convenience).
Mechanical and chemical damage of AC
A thin cut made with a surgical scalpel on the AC surface was
clearly visible in PTA-CT images and was validated by toluidineblue-stained undecalciﬁed histology [Fig. 3(A)]. Notably, an accu-
mulation of PTA in themineralisedmatrix below the cut was clearly
visible. The reason for PTA leaching through the lesion is likely to be
fact that the knife cut visibly broke the integrity of the tidemark
which works as a barrier for PTA diffusion into the mineralized
tissue. Excellent agreement between PTA-CT and histology was
found for samples subjected to prolonged papain digestion. The
PTA and safranin stained material (above the mineralised matrix) is
likely to be a layer of debris of digested AC [Fig. 3(B)].
Incubation in chondroitinase caused GAGs loss which was
revealed in the histological sections as a reduction in toluidine blue
staining [Fig. 3(C), (D)] but was not detectable neither qualitatively
[Fig. 3(C), (D)] nor quantitatively [Fig. 3(E)] in PTA-CT images.
Fig. 7. FE analysis of the mechanical stresses in AC caused by the structural changes induced by DMM surgery. AeC, model of the whole knee joint at 80 ﬂexion (A); mesh structure
and high density contact areas (darker blue) of the AC covering the (naïve) distal femur (B) and the (naïve) proximal tibia (C). D, Contact pressure maps on the surface of the AC of
the three tibiae (naïve, CTRL and DMM) used in the FE simulations. E, Sagittal view of the distribution of Tresca stresses in the three modelled joints (naïve, CTRL and DMM tibiae
loaded by the same naïve femur) at the end of the FE simulations.
Table I
Relative % differences in the quantitative structural parameters of the mouse AC
between paired DMM and CTRL samples in the medial and lateral condyles of the
tibia at 4- and 12-week post DMM surgery. Percentage differences calculated be-
tween DMM/CTRL pairs of means; n ¼ 4; *P < 0.05 for differences between 12-week
medial vs 4-week medial parameters (computed by two-tails, unpaired, Student's t
test)
PTA-CT parameters 4-weeks 12-weeks
Medial Lateral Medial Lateral
Thickness 14.8% þ1.2% 24.8%* þ6.7%
Volume 15.4% þ1.3% 26.9%* þ11.8%
Table II
Correlation table. 3D thickness values measured automatically in PTA-CT scans were
paired with 2D thickness values measured manually in histological sections and
linear regression was computed. Data were analysed in three sub-groups including
both DMM and CTRL samples: a) 4-week (n ¼ 9), b) 12-week (n ¼ 10) or c) all
together 4-week þ 12-week (n ¼ 19) post DMM surgery. The coefﬁcient of deter-
mination R2 and the P-values for each correlation coefﬁcient are reported
Time point
(weeks)
ThicknessPTA-CT vs
ThicknessHistology
VolumePTA-CT vs
ThicknessHistology
R2 P-value R2 P-value
4 0.8039 0.0011 0.9438 <0.0001
12 0.9354 <0.0001 0.6762 0.0035
4 þ 12 0.8708 <0.0001 0.7606 <0.0001
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Small AC lesions at 4 and 12 weeks post DMM surgery were
clearly visualised on the medial condyles of the tibiae by PTA-CT
and validated by histomorphometry [Fig. 4(A), (B)]. Histopatholo-
gy score increased on the medial side at 4 weeks, (P ¼ 0.06) and 12
weeks (P ¼ 0.035), but not on the lateral side [Fig. 4(C), (D)]. The
automatically mapped ROIs included the load-bearing regions
which presented themost prominent OA lesions in the DMMmodel
[Fig. 4(A), (B)]. AC structure in 4-week and 12-week DMM groups
and in naïve mice was automatically evaluated from PTA-CT scans.
The average thickness of AC in DMM was increasingly reduced
compared to CTRL from the 4-week to the 12-week DMM group, in
the medial but not in the lateral side [Fig. 4(E), (F)]. Similar trends
were found for the volume parameter and are summarised in
Table I. Homologous anatomical regions (i.e., lateral or medial) did
not show signiﬁcant differences in CTRL compared with naïve
[Fig. 4(E), (F)].
Linear regression revealed a strong correlation between 3D AC
thickness from PTA-CT scans and the 2D thickness measured
manually in histological sections [Fig. 4(G), Table II].
However, comparing medial and lateral sides in either naïve or
CTRL tibiae, we found that AC on the medial condyle was signiﬁ-
cantly thinner than on the lateral condyle [Fig. 4(E), (F)], a result
that disproved our assumption of symmetry of AC along the tibial
mid-coronal axis.
3D thickness maps of AC
In order to investigate on the axis of symmetry of AC, we
generated thickness maps of the entire AC layer. The mediolateraland anteroposterior proﬁles of AC thickness (n ¼ 4e6 samples per
group) showed that the peak thickness was identical between
medial and lateral side, conﬁrming that symmetry between the
condyles did exist. Maps of the CTRL and naive AC [Fig. 5(A), (B)]
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symmetric along the mid-coronal axis of the tibia but along a
different axis tilted approximately by 12 from it. Moreover, the
maximum thickness was located in the centre of each condyle and
decreased radially away from the centre [Fig. 5]. Nevertheless, our
automated ROIs [Fig. 5(A)] included the thicker zone of AC on both
condyles and, despite generating asymmetric measurements, were
considered adequate to evaluate AC loss. The AC thickness proﬁles
of DMM samples evidenced a clear reduction in the thickness peak
compared to CTRL (4-week post surgery) which was mostly con-
tained within our automated ROIs.
FE model of DMM-induced mechanical changes
The FE model was based on the 3D structure determined in the
PTA-CT images of intact femoro-tibial joint joints [Fig. 6]. One axial
loading event (no sliding) with the knee conﬁgured at a ﬁxed
ﬂexion angle of 80 was simulated [Fig. 7(A)]. In order to focus on
the effect of the structural changes in AC, and greatly simplify the
model, the menisci and the altered joint mechanics induced by the
DMM surgery were not included in the model. The contact regions,
evidenced by the denser meshes, were centred over the areas of the
maximal thickness of AC [Fig. 7(B), (C)], as displayed in the thick-
ness maps [Fig. 5(A)]. The contact pressure on the tibial cartilage
was elevated in the DMM compared with either CTRL or naïve
(þ39% and þ45% respectively) [Fig. 7(D)]. An increase in contact
pressure for a ﬁxed displacement implies an increased local strain
compared to normal levels.
Tresca stresses at the bone-cartilage interface increased in both
tibia and femur in the DMMoperated comparedwith either CTRL or
naïve knees, as clearly visible in the sagittal views of the model
(þ43% and þ53% respectively) [Fig. 7(E)]. Since Tresca stresses
provide an estimate of the proximity to failure of a material under
load, an elevation in local Tresca stresses at the bone-cartilage
interface indicates an increased tendency of this tissue interface
to permanently deform, i.e., to develop a structural lesion.
Discussion
The current study demonstrates that the complete 3D geometry
of the murine cartilage can be imaged by conventional microCT and
segmented automatically. The key difference (and novelty),
compared to recent similar studies9,18, lies in the use of a conven-
tional microCT scanner and in the unprecedented speed of the
quantitative analysis of AC; in summary, a much increased
throughput in the assessment of murine AC. We estimated that the
total time required to assess AC by PTA-CT imaging is <10 h (8 h
incubation in PTA, 1 h for scanning and reconstruction, 30 min for
automated image analysis), compared to over 15 days using
histopathology.
However, since PTA is toxic and requires long incubation times,
PTA-CT cannot be extended to in vivo imaging. It should be also
noted that, although we show that intact joints can be successfully
imaged by PTA-CT [Fig. 6(C)], in the present study we split the joint
and focused exclusively on the tibial cartilage. This is because other
soft tissues surrounding AC (especially the menisci), also take up
PTA [Fig. 6(C)] and cause errors in the automated segmentation of
AC, thereby compromising analysis throughput. Nevertheless,
conventional histological analysis has shown that most OA lesions
in the murine DMM model are prevalent in the medial tibial epi-
physis28,38e40, supporting that notion that assessing OA in the tibia
should provide a representative measure of OA in this model.
Moreover, it is also possible to “virtually split” a joint by manual
contouring a PTA-CT scan of an intact joint. Physical or virtual
splitting of the joint will depend on users' needs or skills.AC thickness values obtained by PTA-CT imaging were strongly
correlated with histomorphometric thickness and in line with
existing literature2,8,9,18,41. Our method, but not the histopathology
score, showed statistically signiﬁcant changes at 4-weeks post
DMM surgery, suggesting that 3D quantitative measurements may
achieve sensitivity compared to 2D histopathology scores, possibly
owing to their reduced standard deviation. This conclusion is fully
consistent with Ruan et al. (2013)9. Disease progression from 4 to 12
weeks after DMM surgery was conﬁrmed by histopathology and
our method accordingly.
To speed up and simplify the analysis, our software places
automatically two ROIs in the load bearing area of each tibial
condyle. This was motivated by previous histopathology stud-
ies28,38e40 and, by our thickness maps of AC [Fig. 5], which, for the
ﬁrst time, have visualised the thickness distribution of AC on the
mouse tibia.
Unlike ionic contrast agents8, PTA uptake in AC was not affected
by changes in sGAG content caused be enzymatic digestion. This is a
limitation of PTA-CT imaging, since sGAG loss is regarded as an
early event at the onset of OA8, but also a strength, since AC seg-
mentation is not affected by sGAG content.
Since calciﬁed cartilage remained undistinguishable from SCB in
PTA-CT images, it was not possible to determinewhether the loss of
AC thickness started from its surface or from an advancement of the
tidemarks. However, the latter is unlikely in light of the recent
ﬁnding that the calciﬁed cartilage thickness does not signiﬁcantly
increase at 8 weeks post DMM18.
To our knowledge, this is the ﬁrst study where FEmodelling was
employed to estimate the distribution of stresses in mouse AC
whose 3D structurewas directly obtained from segmentedmicroCT
scans. Whilst constituting a signiﬁcant advancement in terms of
resolution and realistic representation of the joints with respect to
similar models in the literature2, our FE model should be consid-
ered an initial feasibility demonstration and, as such, presents
several limitations. Firstly, it does not include the menisci and
therefore does not take into account the altered joint mechanics
due to DMM surgery, hence largely underestimating the increased
loading on the medial side. Secondly, only one conﬁguration is
studied under compressive load and the full kinematics of the joint
are not included in the simulations. Moreover, it does not consider:
(1) the shear caused by the sliding surfaces on the joints during
dynamic gait; (2) AC viscoelasticity and biphasic behaviour; (3)
compositional changes induced by OA in AC and SCB (assigned
constant, uniform properties). We can prove that this latter
assumption is valid for bone since lowering bone elastic modulus
from that of cortical bone (used in the present simulations) to that
of homogeneous trabecular tissue had no signiﬁcant effects on the
simulations of the cartilage response (data not shown). However,
the above limitations do not affect the outcome of this study due to
its comparative nature. Importantly, as shown in Fig. 7, signiﬁcant
increases in contact pressure on the cartilage surface were co-
localised with the regions of thickness loss in AC at early stages
in the DMM model, which conﬁrmed the focal and mechanical
nature of OA pathogenesis. Consistently, contact pressures in AC
were shown to increase as AC thickness decreases in another FE
analysis where AC was modelled as a layer with arbitrary varying
thickness2. However, any conclusion inferred fromof our present FE
simulations will need to be supported by more extensive in-
vestigations and data analysis.
In conclusion, we described a fast and simple method to visu-
alise and automatically quantify 3D structural changes in adult
mouse AC non-destructively. Once applied more extensively to
conﬁrm its robustness, this method may be used to increase
screening throughput in the assessment of murine OA. The com-
bined FE analysis might help linking genetic determinant of OA in
P. Das Neves Borges et al. / Osteoarthritis and Cartilage 22 (2014) 1419e1428 1427murine models to cartilage mechanical changes, which will be
crucial for the understanding of the pathogenesis of OA.
Author contributions
 Conception and design: PDNB, TLV, DD, MM
 Collection and assembly of data: PDNB, AF, MM
 Analysis and interpretation of the data: all co-authors
 Drafting of article: PDNB, AF, MM
 Critical revision: PDNB, TLV, DD, MM
 Final approval of the article: all co-authors
 Statistical analysis: PDNB, MM
 Obtaining of funding: MMRole of the funding source
The founding source had no involvement in any part of the current
study.
Conﬂict of interest
All of the authors are employed by academic institutions and have
no conﬂicts of interest to declare.
Acknowledgements
We are grateful to the Wellcome Trust/EPSRC Centre of Excel-
lence in Engineering Solutions for the Management of Osteoar-
thritis (grant number: 088844/Z/09/Z). We acknowledge Nigel Sim
for helping with the initial screening of a number of alternative
contrast agents suitable for cartilage imaging by microCT.
References
1. Glasson SS. In vivo osteoarthritis target validation utilizing
genetically-modiﬁed mice. Curr Drug Targets 2007;8(2):
367e76.
2. Poulet B, Westerhof TAT, Hamilton RW, Shefelbine SJ,
Pitsillides AA. Spontaneous osteoarthritis in Str/ort mice is
unlikely due to greater vulnerability to mechanical trauma.
Osteoarthritis Cartilage 2013;21(5):756e63.
3. Vincent TL, Williams RO, Maciewicz R, Silman A, Garside P,
Arthritis research UK animal models working group. Mapping
pathogenesis of arthritis through small animal models. Rheu-
matology (Oxford) 2012;51(11):1931e41.
4. Eckstein F, Guermazi A, Roemer FW. Quantitative MR imaging
of cartilage and trabecular bone in osteoarthritis. Radiol Clin
North Am 2009;47(4):655e73.
5. Hunter DJ, Zhang W, Conaghan PG, Hirko K, Menashe L,
Reichmann WM, et al. Responsiveness and reliability of MRI in
knee osteoarthritis: a meta-analysis of published evidence.
Osteoarthritis Cartilage 2011;19(5):589e605.
6. McErlain DD, Ulici V, Darling M, Gati JS, Pitelka V, Beier F, et al.
An in vivo investigation of the initiation and progression of
subchondral cysts in a rodent model of secondary osteoar-
thritis. Arthritis Res Ther 2012;14(1):R26.
7. Stok KS, Müller R. Morphometric characterization of murine
articular cartilageenovel application of confocal laser scanning
microscopy. Microsc Res Tech 2009;72(9):650e8.
8. Kotwal N, Li J, Sandy J, Plaas A, Sumner DR. Initial application
of EPIC-mCT to assess mouse articular cartilage morphology
and composition: effects of aging and treadmill running.
Osteoarthritis Cartilage 2012;20(8):887e95.
9. Ruan MZC, Dawson B, Jiang M-M, Gannon F, Heggeness M,
Lee BHL. Quantitative imaging of murine osteoarthriticcartilage by phase-contrast micro-computed tomography.
Arthritis Rheum 2013;65(2):388e96.
10. Gu XI, Palacio-Mancheno PE, Leong DJ, Borisov YA, Williams E,
Maldonado N, et al. High resolution micro arthrography of
hard and soft tissues in a murine model. Osteoarthritis Carti-
lage 2012;20(9):1011e9.
11. Bouxsein ML, Boyd SK, Christiansen BA, Guldberg RE,
Jepsen KJ, Müller R. Guidelines for assessment of bone
microstructure in rodents using micro-computed tomography.
J Bone Miner Res 2010;25(7):1468e86.
12. Botter SM, van Osch GJVM, Waarsing JH, Day JS, Verhaar JA,
Pols HA, et al. Quantiﬁcation of subchondral bone changes in a
murine osteoarthritis model using micro-CT. Biorheology
2006;43(3e4):379e88.
13. Johnson JT, Hansen MS, Wu I, Healy LJ, Johnson CR, Jones GM,
et al. Virtual histology of transgenic mouse embryos for high-
throughput phenotyping. PLoS Genet 2006;2(4):e61.
14. Metscher BD. MicroCT for comparative morphology: simple
staining methods allow high-contrast 3D imaging of diverse
non-mineralized animal tissues. BMC Physiol 2009;9:11.
15. Pauwels E, Van Loo D, Cornillie P, Brabant L, Van Hoorebeke L.
An exploratory study of contrast agents for soft tissue visual-
ization by means of high resolution X-ray computed tomog-
raphy imaging. J Microsc 2013;250(1):21e31.
16. Stewart RC, Bansal PN, Entezari V, Lusic H, Nazarian RM,
Snyder BD, et al. Contrast-enhanced CT with a high-afﬁnity
cationic contrast agent for imaging ex vivo bovine, intact
ex vivo rabbit, and in vivo rabbit cartilage. Radiology
2013;266(1):141e50.
17. Xie L, Lin ASP, Kundu K, Levenston ME, Murthy N, Guldberg RE.
Quantitative imaging of cartilage and bone morphology,
reactive oxygen species, and vascularization in a rodent model
of osteoarthritis. Arthritis Rheum 2012;64(6):1899e908.
18. Kerckhofs G, Sainz J, Wevers M, Van de Putte T, Schrooten J.
Contrast-enhanced nanofocus computed tomography images
the cartilage subtissue architecture in three dimensions. Eur
Cell Mater 2013;25:179e89.
19. Kallioniemi AS, Jurvelin JS, Nieminen MT, Lammi MJ, T€oyr€as J.
Contrast agent enhanced pQCT of articular cartilage. Phys Med
Biol 2007;52(4):1209e19.
20. Siebelt M, van Tiel J, Waarsing JH, Piscaer TM, van Straten M,
Booij R, et al. Clinically applied CT arthrography to measure the
sulphated glycosaminoglycan content of cartilage. Osteoar-
thritis Cartilage 2011;19(10):1183e9.
21. Marenzana M, Hagen CK, Borges PDN, Endrizzi M,
Szafraniec MB, Vincent TL, et al. Synchrotron- and laboratory-
based X-ray phase-contrast imaging for imaging mouse artic-
ular cartilage in the absence of radiopaque contrast agents.
Philos Trans A Math Phys Eng Sci 2014;372(2010):20130127.
22. Mallory FB. On certain improvements in histological tech-
nique. J Exp Med 1897;2(5):529e33.
23. Watson ML. Staining of tissue sections for electron microscopy
with heavy metals. J Biophys Biochem Cytol 1958;4(4):
475e85.
24. Constantine VS, Fuller RW. Selective staining of human dermal
collagen. I. An analysis of standard methods. J Invest Dermatol
1968;50(5):414e8.
25. Quintarelli G, Zito R, Cifonelli JA. On phosphotungstic acid
staining. I. J Histochem Cytochem 1971;19(11):641e7.
26. Nemetschek T, Riedl H, Jonak R. Topochemistry of the binding
of phosphotungstic acid to collagen. J Mol Biol 1979;133(1):
67e83.
27. Bader DL, Salter DM, Chowdhury TT. Biomechanical inﬂuence
of cartilage homeostasis in health and disease. Arthritis
2011;2011:979032.
P. Das Neves Borges et al. / Osteoarthritis and Cartilage 22 (2014) 1419e1428142828. Glasson SS, Blanchet TJ, Morris EA. The surgical destabilization
of the medial meniscus (DMM) model of osteoarthritis in the
129/SvEv mouse. Osteoarthritis Cartilage 2007;15(9):1061e9.
29. Hwang J, Bae WC, Shieu W, Lewis CW, Bugbee WD, Sah RL.
Increased hydraulic conductance of human articular cartilage
and subchondral bone plate with progression of osteoarthritis.
Arthritis Rheum 2008;58(12):3831e42.
30. Otsu N. A threshold selection method from gray-level histo-
grams. IEEE Trans Syst Man Cybern 1979;SMC-9(1):62e6.
31. Doube M, Kłosowski MM, Arganda-Carreras I, Cordelieres FP,
Dougherty RP, Jackson JS, et al. BoneJ: free and extensible bone
image analysis in ImageJ. Bone 2010;47(6):1076e9.
32. Marenzana M, Hagen CK, Borges PDN, Endrizzi M,
Szafraniec MB, Ignatyev K, et al. Visualization of small lesions
in rat cartilage by means of laboratory-based x-ray phase
contrast imaging. Phys Med Biol 2012;57(24):8173e84.
33. Glasson SS, Chambers MG, Van Den Berg WB, Little CB. The
OARSI histopathology initiative e recommendations for his-
tological assessments of osteoarthritis in the mouse. Osteoar-
thritis Cartilage 2010;18(Suppl 3):S17e23.
34. Mattei L, Campioni E, Accardi MA, Dini D. Finite element
analysis of the meniscectomised tibio-femoral joint: imple-
mentation of advanced articular cartilage models. Comput
Methods Biomech Biomed Engin 2014;17(14):1553e71.
35. Clarke KA, Still J. Gait analysis in the mouse. Physiol Behav
1999;66(5):723e9.36. Beaupre GS, Stevens SS, Carter DR. Mechanobiology in the
development, maintenance, and degeneration of articular
cartilage. J Rehabil Res Dev 2000;37(2):145e51.
37. Silva MJ, Brodt MD, Hucker WJ. Finite element analysis of the
mouse tibia: estimating endocortical strain during three-point
bending in SAMP6 osteoporotic mice. Anat Rec A Discov Mol
Cell Evol Biol 2005;283(2):380e90.
38. Chia S-L, Sawaji Y, Burleigh A, McLean C, Inglis J, Saklatvala J,
et al. Fibroblast growth factor 2 is an intrinsic chon-
droprotective agent that suppresses ADAMTS-5 and delays
cartilage degradation in murine osteoarthritis. Arthritis Rheum
2009;60(7):2019e27.
39. Loeser RF, Olex AL, McNulty MA, Carlson CS, Callahan M,
Ferguson C, et al. Disease progression and phasic changes in
gene expression in a mouse model of osteoarthritis. PLoS One
2013;8(1):e54633.
40. Bateman JF, Rowley L, Belluoccio D, Chan B, Bell K, Fosang AJ,
et al. Transcriptomics of wild-type mice and mice lacking
ADAMTS-5 activity identiﬁes genes involved in osteoarthritis
initiation and cartilage destruction. Arthritis Rheum
2013;65(6):1547e60.
41. Moodie JP, Stok KS, Müller R, Vincent TL, Shefelbine SJ.
Multimodal imaging demonstrates concomitant changes in
bone and cartilage after destabilisation of the medial meniscus
and increased joint laxity. Osteoarthritis Cartilage 2011;19(2):
163e70.
